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DECLARATION UNDER 37 CFR 1.132 

Honorable Commissioner for Patents 
ELS.' Patent and Trademark Office 
Customer Service Window 
Randolph Building, Mail Stop 
401 Dulany Street 
Alexandria, VA 22314 

Sir : 

I, Yechezkel BARENHOLZ, do hereby state and declare 
as follows: 

I am an inventor of the above-identified application 
and my education and professional experience was provided 
in the CV attached to my Declaration filed June 22, 2005. 

The present invention describes methods for 
detecting binding of species to a given surface having a 
defined pH or surface potential by the use of a probe 
which comprises a pH and/or potential ■ sensitive 

• m 

f luorophore . 

In one aspect of the invention the pH and/or 
potential sensitive fluorophore is covalently attached to 
a surface and a change in a fluorescence is observed upon 
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binding (or dissociation) of the species at the surface 
due to a change in surface potential and/or in pH. The 
change in fluorescence thereby serves as an indicator for 
. the association or dissociation between the surface and 
the species. 

In a recent experiment a FITC-albumin (O.lBmmol in 
PBS, pH 10} was used as pH or potential sensitive 
surface [s] » The fluorescence intensity of the FITC- 
labeled albumin surface was measured before and after 
(4-) the addition of cationic liposomes (DOTAP) or 
cationic polymers such as polyethyleneimine (PEI) or 
polylysine. 

As shown in the following Tables A^C a change in 
fluorescence intensity occurred when the FITC-labeled 
albumin surface was brought into contact with the 
cationic liposomes (DOTAP) as well as when brought into 
contact with the cationic polymers (polyethyleneimine 
(PEI) and polylysine) . 

No change occurred when negatively charged (PC/PG) 
liposomes were used (Table D) - 



Table A — Detection of binding of DOTAP 



DOTAP (O.lmool) 


Fluorescence intensity* 




195 


+ 


154 



* Fluorescence intensity in arbitrary units as measured 
at an excitation wavelength of 495nm and an emission 
wavelength of 520nirr with slits of 2,5 nm and 2.5nm 
respectively. 



PAGE 4/7 1 RCVD AT 8115/2005 10:39:01 AM [Eastern Daylight Time] 1 SVR:USPTO-EFXRF-6/0 1 DNIS:8729306 ' CSID:202 737 3528 ' DURATION (mm-ss):01-24 



AUG. 15. 2005 10:51AM BROWDY AND NEIMARK NO. 3328 P. 5 

Table B — Detection of binding of polylysine 



Poly lysine (25jig) 


Fluorescence intensity* 




154 




68 


* Fluorescence intensity in arbitrary units as measured 
at an excitation wavelength of 495nm and an emission 
wavelength of 520nm with slits of 2.5 nm and 2.5mn 
respectively. 

Table G — Detection of binding o£ polyethyleneimine** 


Polyethyl ftn^imi (30{ig) 


Fluorescence intensity* 




424 




389 


* Fluorescence intensity in arbitrary units as measured 
at an excitation' wavelength of 495nm and an emission 
wavelength of 520nm with slits of 5nm. 

Table D - Detection of binding of PC/PG** 


PC/PG (O.lnmol) 


Fluorescence intensity* 

* 




169 


+ 

i 

* Fluorescence intensity in 
at an excitation wavelength 


176.8 

1 

arbitrary units as measured 
of 495nm and an emission 



wavelength of 520nm with slits of 2.5 nm and 2.5nm 
respectively; 

**PC/PG - Phosphatidylcholine/Phosphatidyglycerol- 
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The experiment reported above was conducted under my 
supervision and thus I have first hand kna^lcdejtt of Lh& 
results thereof* 

Thft T*emaltft ahow that when the species to bo 
detected are addod to FlTC-*lbumin, the fluorescence 
intensity is decreased* Thus, these results provide 
further evidence that the method of the invention is 
applicable for a variety of polymers. 

I herby further declare that a JUL statements made 
herein of my own knowledge are true and that all 
statements made on information and belief are believed Lo 
be true; N and further that theae statements *rer* made with 
the lcnowlttd<3« t-hdU willful fnlfse fitaLemetica and the like 
so made are punishable by fine or iinp-LXsonment , or both, 
under Section 1001 of Title 81 of the united states code 
srjd that such willful false ©tatciocnts may jeopardize the 
validity of the application or any patent issued thereon; 
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CERTIFICATE OF FACSIMILE TRANSMISSION" 



I hereby certify that this paper is being facsimile 
transmitted to Examiner Jeffrey Fredman at 703-872-9306 of 
the Patent and Trademark Office on the date shown below. 



Sharnita Davenport 
Name 




Signature 



August 15 , 2005 

Date 
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